We selected two plants with representative symptoms from each of two pumpkin (Cucurbita pepo) fields in western and central Kentucky. Plants were collected in August 2008 and October 2008, respectively. Plants collected in western Kentucky gave a positive reaction using the PVG ELISA test, but were negative for all viruses in the CVS. Plants collected in central Kentucky also reacted positively in the PVG test; in addition, they gave a positive reaction in the WMV ELISA test in the CVS but were negative for all other viruses tested for in the CVS.
RNA was extracted from all four plant samples using a QIAGEN RNeasy Mini Kit, and reverse-transcribed using a QIAGEN Omniscript RT Kit. The resulting cDNA was PCR-amplified using Titanium Taq DNA polymerase and either the primer pairs POT1 and POT2 or Potyvirid2 and POT2 to yield a 1218-or 1019-bp sequence, respectively (2,3). Amplicons were gel-purified, ligated into Promega pGEM-T Easy vectors, and cloned in E. coli JM109 cells. Plasmid DNA was extracted using a QIAGEN QIAprep Miniprep Kit; the presence of the insert was verified by EcoR1 restriction digest, and sequencing of the insert was performed in both directions by the University of Kentucky's Advanced Genetic Technology Center. After removing primer sequences, nucleotide sequences obtained were assembled using Contig Express in the Vector NTI Advance software suite, and assembled sequences were compared to those in GenBank using the BlastN algorithm.
Sequences obtained from all four plants had a 95 to 97% identity to multiple accessions of WMV over 98 to 100% of their length (for example, see Fig. 1 ). Sequence alignments revealed the presence of several single nucleotide polymorphisms in the coat protein-coding region between the samples that reacted positively to the WMV ELISA test and those that did not.
Our results indicate that a strain of WMV is present in Kentucky which does not react to the current AgDia Inc. ELISA test for WMV, a widely used assay for detection of this economically important virus. Prior to this report, it has been unknown whether the recent, widespread occurrence of PVG-positive/CVSnegative cucurbit samples was due to a new variant of a previously recognized potyvirus or a new potyvirus. This report identifies the causal agent for at least some of these anomalous cases. Further work is needed in order to fully characterize this new strain and to determine its prevalence. Significantly, this strain does not go completely undetected, since all four plants gave a strong positive reaction in the AgDia Inc. PVG test.
Tissue samples from the PVG-positive, CVS-negative plants analyzed in this study were provided to AgDia Inc., in order to facilitate the development of a WMV-specific ELISA test that will detect this new strain. 
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